Mitochondrial DNA (mtDNA) has been proposed to be involved in carcinogenesis and ageing. The mtDNA 4977 bp deletion is one of the most frequently observed mtDNA mutations in human tissues and may play a role in breast cancer (BC). The aim of this study was to investigate the frequency of mtDNA 4977 bp deletion in BC tissue and its association with clinical factors. We determined the presence of the 4977 bp common deletion in cancer and normal paired tissue samples from 106 Vietnamese patients with BC by sequencing PCR products. The mtDNA 4977 bp deletion was significantly more frequent in normal tissue in comparison with paired cancer tissue. Moreover, the incidence of the 4977 bp deletion in BC tissue was significantly higher in patients with estrogen receptor (ER) positive as compared with ER negative BC tissue. Preliminary results showed, in cancerous tissue, a significantly higher incidence of novel deletions in the group of patients with lymph node metastasis in comparison with the patients with no lymph node metastasis. We have found 4977 bp deletion in mtDNA to be a common event in BC and with special reference to ER positive BC. In addition, the novel deletions were shown to be related to lymph node metastasis. Our finding may provide complementary information in prediction of clinical outcome including metastasis, recurrence and survival of patients with BC.
Introduction
The incidence of different cancers have increased both in developed and in developing countries (Jemal et al. 2011) . Breast cancer (BC) is one of the most common cancers affecting women worldwide and the incidence is rapidly rising in Asian countries. In Vietnam, the incidence rate is 12 to 27per 100 000 (Anh & Duc 2002; Le et al. 2002) while the incidence for women living in Western countries is about 80 to 100 per 100 000 (Jemal et al. 2011) .
The development of BC involves a progression through intermediate states and processes leading to evolution to carcinoma in situ, invasive carcinoma and metastasis.
Mutations in nuclear genes such as tumor-suppressor genes and oncogenes, but also environmental exposures contribute to the development of BC (McPherson et al. 2000; Polyak 2007; Schwartz et al. 2008 ). For example high penetrance genes as BRCA1, BRCA2, PTEN and TP53 are responsible for the hereditary BC syndromes (Polyak 2007; Schwartz et al. 2008) .
It is necessary to identify molecular markers to predict the progression, metastasis, recurrence and survival in BC. Hormone receptors status is used for identifying a high-risk phenotype and to select suitable regime for treatment (Banin Hirata et al. 2014) . Other tumor markers suggested useful in diagnostic procedures and for prognosis in BC are expression of chemokines, chemokine receptors and growth factors (Banin Hirata et al. 2014) .
Alongside the nuclear genome, the human cell contains hundreds to several thousand copies of the 16 569 base pair circular mitochondrial DNA (mtDNA) including 37 genes (Birch-Machin 2006; Penta et al. 2001) . Within cells the mtDNA has the capacity to form a mixture of both wild-type and mutant mtDNA genotypes in a state called heteroplasmy (Birch-Machin 2006; Penta et al. 2001) .
mtDNA has been proposed to be involved in carcinogenesis and ageing (Birch-Machin 2006; Penta et al. 2001 ) and somatic mtDNA mutations have been reported in various types of cancer, including BC (Penta et al. 2001; Chen et al. 2011; Eshaghian et al. 2006; Larman et al. 2012; Yadav & Chandra 2013; Ye et al. 2008) . The main reason for its involvement in carcinogenesis is probably that mtDNA has a high susceptibility to undergo mutations due to its lack of histones, limited repair mechanisms and a high rate of generation of reactive oxygen species (Birch-Machin 2006; Penta et al. 2001) . The mitochondrial 4977 bp deletion, also known as the common deletion, is one of the most frequently observed mtDNA mutations and has been associated with different cancers (Chen et al. 2011; Eshaghian et al. 2006; Ye et al. 2008; Abnet et al. 2004; Dani et al. 2003) . The deletion occurs between nucleotides 8470 and 13 447 and spans five tRNA genes and seven genes encoding subunits of cytochrome c oxidase, ATPases and complex I (Chen et al. 2011; Ye et al. 2008) . Moreover, the deletion has a 13 bp direct repeat flanking the 5′-and 3′-end breakpoints at nucleotide position (np) 8470/8482 and np 13 447/13 459, respectively (Chen et al. 2011; Ye et al. 2008) .
In this study, we determined the frequency of the 4977 bp deletion in BC and corresponding non-cancerous breast tissue samples from 106 Vietnamese patients with BC.
Materials and methods

Patients and tissue specimens
This study comprised of 106 consecutive female patients with BC, from northern Vietnam. Tissue specimens were collected when the patients underwent surgical resections at the National Cancer Hospital, Tam Hiep, Hanoi, Vietnam. The mean age of the patients were 52 years (range 24-89 years). Clinicopathological characteristics from the patients were received from surgical and pathological records. Tumor tissue and adjacent normal tissue (about 5 cm from the tumor) from each patient were excised and immediately frozen at 80°C until further analysis.
Clinical and clinicopathologic classification and staging were determined according to the American Joint Committee on Cancer (AJCC) criteria. The tumors (invasive ductal carcinoma) were classified according to TNM staging system and the distribution was: T1N0M0 (n = 8), T2N0M0 (n = 42), T3N0M0 (n = 5), T1N1M0 (n = 2), T1N2M0 (n = 2), T2N1M0 (n = 28), T2N2M0 (n = 3), T3N1M0 (n = 7), T3N2M0 (n = 1), T4N1M0 (6) and T2N1M1 (n = 2).
Tumor grade of 79 patients was known: well differentiated (n = 6), moderately differentiated (n = 56) and poorly differentiated (n = 17). In 24 cases information regarding positive and negative expression of estrogen receptor (ER), progesterone receptor (PR) and human epidermal growth factor receptor 2 (HER2) in tumor tissue, was available. ER + (n = 12), PR + (n = 5) and HER2 + (n = 19). The study was approved by the local Ethics Committee at the Vietnam National University, Hanoi, Vietnam (2422/QD-KHCN) and all patients gave their consent to participate in the study.
PCR assay
DNA was isolated from all BCs and paired normal tissues by QIAamp DNA Mini kit (Qiagen, Hilden, Germany). To screen for the mitochondrial 4977 deletion, a nested PCR was developed to detect low levels of the deletion. Two pairs of PCR primers were designed for the first amplicon of 496 bp and the second amplicon of 381 bp (Table 1) . For the first amplicon, the primers were designed to be distant enough to detect only mtDNAs containing deletions. To assess the presence of mtDNA and to detect heteroplasmy/homoplasmy regarding 4977 deletion, PCR primers were designed in the region of the genes NADH dehydrogenase 1 (ND1) and ND3 Burlington, Canada) . Amplification was done with an initial denaturation at 95°C for 4 min followed by 35 cycles at 92°C for 30 s (denaturation), 54°C for 30 s (annealing), 72°C for 45 s (extension) and final elongation at 72°C for 10 min. For the second PCR run regarding the 4977 deletion, the conditions were the same as above except that an annealing temperature of 60°C and a total number of 32 cycles was used. The amplified PCR products were visualized by UV-illumination on 2% agarose gel containing Gel Red (Biotium, Inc., Hayward, CA). The band reflecting the 4977 common deletion and all the other bands that were obtained at different levels on the gel were purified with Gel Extraction kits (Qiagen, Hilden, Germany), followed by commercial sequencing (GATC Biotech, Köln, Germany).
Statistical analysis
Differences in the rate of mtDNA deletions were analyzed using the Chi-square test. Statistical analyses were performed using SPSS for Windows computer package (IBM SPSS Statistics, 2012, version 19; SPSS Inc., Chicago, IL). Results were considered significant at p < 0.05.
Results
Frequency of mtDNA 4977 bp deletion in patients with BC All samples showed clear bands with mtDNA and 10398 primers representing 433 bp and 246 bp respectively (Figure 1) . In lanes 2, 6 and 9 (Figure 1 ), three novel deletions were detected (700, 220 and 700 bp, respectively) which were confirmed by sequencing. For the 4977 bp deletion, represented by bands 381 bp, we defined two types of signals by nested PCR: negative and positive clear band ( Table 2 ). The deletion was detected in 68.8% (73/106) of cancerous tissues and 84.0% (89/106) of normal paired tissues (Table 2) (p < 0.01).
With regard to disease stage, the patients were divided into two sub-groups, one with no metastasis to lymph node or other organs (T1-3, N0, M0) and one with spread (T1-4, N1-3, M0-1). However, no significant difference was seen with respect to the frequency of 4977 bp deletion. Nor were tumor grade or age associated with the 4977 bp deletion (data not shown).
We found a significantly (p < 0.01) higher rate of the 4977 bp deletion in patients with ER+, 91.2% (11/12) compared with ER−, 41.2% (5/12). Neither PR nor HER2 showed statistically significant correlation to the presence of 4977 bp deletion. 
Detection of novel mtDNA deletions
After nested PCR, we detected different bands in addition to the 381 bp which represents the 4977 bp deletion. The bands that were both larger and smaller than 381 bp were purified, sequenced and the corresponding deletions were analyzed using the program BLASTn (Altschul et al. 1990 ). The deletions were checked against the MITOMAP database (MITOMAP 2013) and other possible reference sources, with the consequence that we characterize our findings as novel deletions. Tables 3 and 4 summarize the novel deletions in tumor and normal tissue with information about breakpoints, deletion size, repeat location and type, respectively. We found 36 novel deletions in the tumor tissue distributed among 33 patients and 30 novel deletions in the normal tissue spread over 26 patients. A number of patients with at least one novel deletion in the cancerous tissue were 12 with no involved lymph nodes (N0) and in 21 with involved lymph nodes (N1-2). Moreover, we observed, in cancerous tissue, a significantly (p < 0.05) higher rate, 41.2% (21/51), of the novel deletions in the group of patients defined as N1-2 in comparison with 21.8% (12/55), in the group defined as N0. However, this result is not consistent with good statistical power which has a value around 0.6. There were no associations between the novel deletions and other clinical characteristics and no associations in the normal tissue (data not shown).
Observed novel mtDNA single nucleotide variants
Fifteen novel mtDNA single nucleotide variants were identified in the region sequenced and resident in the novel deletions reported here (Table 5 ). These were not linked to any clinical parameter available in this study (data not shown).
Discussion
The mitochondrial 4977 bp deletion has been found in tissues from several tumor types and adjacent normal tissues (Penta et al. 2001; Chen et al. 2011; Ye et al. 2008; Abnet et al. 2004; Dai et al. 2006) . Recently, reduced mitochondrial mutagenesis in colorectal cancer has been shown, as well as a higher frequency of mtDNA mutagenesis, which may prevent colorectal cancer (Ericson et al. 2012) . In the present study, the mtDNA 4977 bp deletion was found at a significantly higher frequency in normal tissue in comparison with paired cancer tissue in Vietnamese BC patients. We also observed a pervading heteroplasmy in the tissues. Our results are consistent with a previous study showing decreased proportions of the mtDNA 4977 bp deletion in various cancer types compared with adjacent normal tissue, such as breast (Ye et al. 2008) , lung (Dai et al. 2006) , gastric (Wu et al. 2005 ) and colorectal cancer (Dimberg et al. 2014) . One explanation of this phenomenon might be a dilution of the mtDNA 4977 bp deletion in tumor tissue as a result of clonal expansion during cancer progression or that cells harbouring this deletion are eliminated by apoptosis (Wu et al. 2005) . Moreover, the mtDNA 4977 bp deletion might confer a metabolic disadvantage to proliferating cells and thus is selected out in the highly proliferative tumor tissue (Wu et al. 2005) .
Testing the tumor for hormonal receptors is a standard part of a BC diagnosis. In general BC with positive hormonal receptor status tends to be more aggressive and fast growing. Moreover, the receptor status predicts the treatment response and thus will influence the treatment regimen (Goldhirsch et al. 2009 ). In the present study, we found that the incidence of the 4977 bp deletion in BC tissue is significantly higher in the patients with ER positive as compared with ER negative patients. It has been reported that p53 plays a role in the maintenance of mtDNA integrity by controlling replication and repair through interaction with DNA pol gamma (Achanta et al. 2005) . A study demonstrated that ER binds to p53 on the p53 target gene and represses p53 mediated transcriptional activation (Konduri et al. 2010 ) and may thus explain that 4977 bp deletion seems to be more prevalent among ER positive patients.
In addition to the 4977 bp deletion, we discovered novel large scale deletions, 36 in cancerous and 30 in normal tissue. Moreover, 15 novel mtDNA single nucleotide variants were identified within the region sequenced and resident in the novel deletions reported here.
Interestingly, we observed, in cancerous tissue, a significantly higher incidence of the novel deletions in the group of patients with lymph node metastasis in comparison with the patients with no lymph node metastasis. However, this result is preliminary because of insufficient number of patients. It is possible that our novel deletions are involved in the mediation of tumor progression. However, our finding does not provide answers as to whether mtDNA alterations are contributing factors to carcinogenesis or whether they simply arise as part of secondary effects in cancer progression. Whether our detected novel deletions have an impact on cancer development or not requires further investigation. Studies have shown that a reduced mtDNA content is associated with higher histological grade in BC (Yadav & Chandra 2013 ) while other studies failed to demonstrate any correlation with tumor grade or metastasis (Yadav & Chandra 2013; Mambo et al. 2005 ). In the future, it would be of interest to investigate this type of correlation in our group with increased number of patients.
To our knowledge, this is the first time that mtDNA alteration in BC tissue and paired normal tissue has been analyzed in Vietnamese patients. We have focused on identification of the 4977 bp deletion but also on characterization of novel mutations. The results about the novel mutations must be confirmed by expanding the investigation. Studies using increased sample size are required to determine the clinicopathologic role of the sequence variation of mtDNA in BC. Our finding may provide complementary information in additional studies to define the importance of the mtDNA deletions found in prediction of clinical outcome including metastasis, recurrence and survival of patients with BC. 
